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mmm 

a'>^^ W>«!*#:f^"e«#^(05t#^ji^a:e>-r. natively unfolded 
protein family (rp-f" -Si: $nTV>S„ 

15 NACCNon-amyloidiS component of Alzheimer' s disease amyloid)TfeD> 

(Ueda K, Fukushima H, Masliah E, Xia Y, Iwai A, Yoshimoto M, Otero DA, 
Kondo J, Ihara Y, Saitoh T. Proc. Nail Acad Sci USA. 1993 ;90 
(23) : 11282-6. , Iwai A, Yoshimoto M, Masliah E, Saitoh T., Biochemistry. 
20 1995 ;34(32) : 10139-45. , Han H, Weinreb PH. Lansbury PT Jr. CAea Biol. 
1995 (3): 163-9. ) o 

^mM^<^mm. AlaSOPro *3 AlaSSThr (Ccfc t) i^^ C V-T XDM^^tdEii:^ 
tlS^5&^5^lScftlTV>5 (Linda Narhi, Stephen J. Wood, Shirley Steavenson, 

25 Yijia Jiang. Gay May Wu, Dan Anafi. Stephen A. Kaufman, Francis Martin, 
Karen Sitney, Paul Denis, Jean-Claude Louis, Jette Wypych. Anja Leona 
Biere, and Martin Citron. /. Biol. Cbem., 1999: 274: 9843 - 9846., 
Rochet J-C, Conway K. A, Lansbury P. T, Biociemis try (2000) 39, 10619-626., 
Conway K. A, Harper J. D, Lansbury P.T, Nature Medicine (1998) 4,1318-1320., 

30 Li. J., Uversky V. N. Fink A. L, Biochemistry (2001) 40. 11604-613) o bd^ 
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5 ^m<Dm^ 

9n> ; 7 0#@cDnU> ; 7 l#a<DAU> ; 7 2#S(D h ; 7 4# 

S<DnU> ; 7 7#S®AU> ; ^ckr>'8 2#@(D;tU>. 
15 ^?*b<«, :$imm(Dm^\^h aiyyi.i^U-(>i^> gH^J#-^ 1 }C|H^(DT5 / 
i?@S^J}::*3ViT. OTt'^^fSTS yi?g^<D^>?^< ,h% loSr-^WT^ : 6 8 

7in;i/T^r:>; 7 l#@©nU >^M/:^::i>*fc«U>^>' ; 7 2#Sa)h 
20 U:t:=.>^/VJ>^rcit^)l^S.>Wt; 7 4mE(D;VJ>^hU:t=.> ; 7 7# 

Ala69Lys / ValTOThr / ValTlLys / Thr72Glu (D4^m<D7 S. ymMMomWk^ 
25 «t®T5ymiB^Jtc::feViT> Ala69Lys / ValTOThr / ValTlLys / Thr72Glu :feJ: 
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(c) (b)©?^«feife#:^l^S|LT^^Mt h az^^i^ U-O^M^-^'^^. 

G I n-Va 1-Thr-Asn-VaI -Gl y-Gly-Al a-Thr-Thr-Thr-Gly-Val -Thr-Al a-Va 1-Al a-Gl n 
(SBm#2 2) 

Val-Gly-Gly-Ala-Thr-Thr-Thr-GIy-Val-Thr (@B^J#-^2 3) 

SfeS'J<DM.'^^tC:j3ViT«, 3^^BJfi^ ^^Mtha>'^i7l/'i'>. Ala53Thr 
^Mt: W>S:/c:fi AlaSOPro h a->^^ W >®M*<£»J 

mifeSfeJi^^KCcfeViT, m±m\:ih ai^^^U-O. Ala53Thr ^Mthci!S> 
p?i^l/-r>S)fefi AlaSOPro h a ^ l/-f ><^M^^ffiJ©J"^^:^t*"^^ 

@ 1 m^m^^xf A53T a s^^j w-i" ><Dmmm0Si(Dnm^<t^^ 

•t (WT ; a '>5? :^ l^-f >, A53T ; AlaSSThr >. A30P ; 

25 AlaSOPro ^^a>'5?^W» . 

(WT ; a v'p? ^ I^-T >> Y70T ; Val70Thr ai^y^^U^ 

V70P ; ValSOPro ^Sa>':5?^lx-r X V70TA71T ; VaI70ThrAal71Thr —M^m 

30 03tt, i?^S!43<fct;^SMa>'p?i^ W>> ^a;^)^^^^^*^^ A53T ^ 
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mmM0^^^mi^tcif'y-7'V$>^(beloTe-Mmm, after 145hr WT ; 
V70P : ValTOPro ^MM, V70TA71T ; Val70ThrAal71Thr — S^^, A53T ; 
Ala53Thr WT x V70TA71T ; W^Mii Yal70ThrAal71Thr "S^^tc^iS 

-^m. A53T X V70TA71T ; Ala53Thr t Val70ThrAal71Thr — M^^tOii 
5 ^UM) . 

»^!e®B#rpWl^^3^-ri?^^7T^^ (WT X V70TA71T : m^mazy^^U^> 
t. Val70ThrAal71Thr " S a 5> 5? W > i © jH-g- i|sf , A53T x 
10 V70TA71T : AlaSSThr ^7 K ><t Val70ThrAal71Thr —mM^a-yy. 

ffiFlfeM©Jte^^DNA;&t^a^iX^nfey^X5 H (0— DNA 
■rs;itd^T?^S(TAKARA Mutan express Km ;&:<»:) » 
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:i<Dmm.vrcmmzMvx. mmmm\zw^mzi^^ir^ik^^m'^^y^\^> 

10 T (T f T) ^mB^2 5 ZiMT^ty 1 OmMT r i s -He K pH7. 4CD 

mmmmmizm^i o o n i ^ivx. m-h\zmyt7.^^ hjv^mm-r^ (bx 

440nin. Em 450-550nm) „ T f TO^^^S©iiJn^£iiSll^-r^ ditCct mm 

15 a ^ i/-r >*fc(imi^i4/t-:^>y >RmmmxM.m-^rLrc2m(D^^aiy 

y^^V^>. AlaSOPro *3<J;U^ AIa53Thr ©?l^J^^&^$0-r§tg;^«, iine.© 

T> ±.m(D^o\zmmm0m&^n^h. ^<D^m^'^mt^r.t.\z^y)m^'r 

^:Ltf)^X^^o 

-i >^^\At^'7J-V-'^W^mWiz^^-'t^-l5^. c:ne>a)^3iit^^&^trl^ 

25 nC)©^St h a >^:5? ^7 1/^ >^SVi{t^y5=- Hlc Protein Transduction 
Domain (PTD) cl;J*nSiraiiaSi®i4*##-rs^:^5^ K^&it^^W^S Vi« 

:immm\z^^i^x^^m\z^m-^M±x(o^^^i:js^-sc^^ 

t;i5:'5mi^Ta&SB2ji:#f):mfii2 003-20269 9 -^©^gigffl*^ J;rXgI®tC 
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mmm 

10 ;*d©M^^'^^:$'-^ibT pTYBl SrfiJfflbfe, it-f h^'xlf-f >L.fc:/ 

(C^-tf-f Vbfcy^-f ^MV^T, th#it cDNA ^'1'::^7U— (Human 
Bone Marrow) (C^bT PCR Srffl^i, t h*^a5/5?i^l^-l'>0«itjt^^^ii 

15 PCR forward 7"^^ "7— : 

5* -CGC CAT ATG GAT GTA TTC ATG AAA GGA CTT TCA AAG G-3' (iB^J#-^3) 
PCR reverse y^-TV— : 

5* -GOT ACC CTT GGC AAA GCA GGC TTC AGG TTC GTA GTC TTG ATA-3' (@B^J# 

20 PCR (DKm^m-m.'i&. ■. 95T:(1 ^T^). y--^)Z^^: SS-Cd #S: 
72^: (1 35 ■^^^)Vfr'Dt^. PCRjg%^7;^P— 7s W-em^^Hjir^nt 

fd^. V—y^^) — y^^vV (Bio 101 ^fc) <^fflViT DNA ^iWaSjL/fc, 
Jltl* pGEM-T \Z.-^^iPU—-y^\^fz.. ^lOy^XS DHSa-MCR \Z. 

mM^iSih. LB/ T>t!v'U >(100Mg/ml)/ IPTG(0. SmlO/ X-Gal (80jxg/ml) <^ 

iSbfe. e:ti<&l^<^©$aPI^^T?Pi©bfc%^^i^i5'-pTYBi \zi7n-=z>irv. 

&m^^m-^'t^^rcl^<D^i7^—. pIYBl/a-syn ?&«lllbfe. 
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DNA :57X>7.0^tfr&ff Vi^SOAo t&?JI^U>t. 

PGR forward zf'p^T—l : Atol h<&5^-y-V >'Lfcy^-l'V— 
5' -CCA TGG ATG TAT TCA TGA AAG GAC TTT CAA AGG CCA-3' (@H^J#-^5) 
10 PCR reverse y^-rv— 2 : /'5/I iJ--r h?&7^if'f>b;'cy'7'fV— 

5' -COT GCA GTA TTT CTT AGG CTT CAG GTT CGT AGT CTT G-3' (@H^J#^6) 

pTrc99A/Q!syn ^f^J^gUfeo ^(D-^^X^Y^lZMi^. ffinmi-Ndel ^^rj^ Kpnl 
15 h^T'ifOL.;rc:7'^-rv-^ffiViTPCRSfTVia'>^i^K>ite^^M- 

PCR forward y^-fT— 3: ^//?dIII-A^</eI +f-'f h^rT^itV VLfc^^-f 
5' - CCAAGCTTCATATGGATGTATTCATGAAAGGACTTT- 3' (i3^J#-^7) 
PCR reverse y''^-f -7—4: M h<£-?-tf-1'> bJty-^-l' "7-- 
20 5' - GGT ACC CTT GGC AAA GCA GGC TTC AGG TTC GTA GTC TTG ATA -3' (IB^J 

$-&T pKF19k/asyn ?£#fco dtl^j^M® DH5 a {Cj^HtetfeUfc^lCT'^J^S 

25 H^ttttu, jte™^j^«t^L7fc. &.T\z^'rmmmxm^'j::t^i7U:t^\^ 

?&fflViT, TAKARA Mutan Super Express Km ^^^-z h fd J; D a v^:?? W 

pKF19k/^SQ!syn tj^^S^-T'S) ^fc, 2 iU_h(^^M<&^At-§#'&JC 

e:n6.©:tU3i':5?5^^:r5^H^)gfi:M^^-8-tp-&fe. cn*:fc:jlM MV1184 

30 \zf&mmmi^> Mmmx^->-i7x.>:^mmz^vmmi'rco 
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A69T 



G68T 



G68V 



5' -CAAATGTTGGAACAGCAGTGGTGAC- 3' (gB^J##9) 
5' -CAAATGTTGGAGTGGCAGTGGTGAC- 3' (SB^j##l 0) 
5' -GTTGGAGGAACAGTGGTGACGGG- 3' (BB^J## 1 1) 



A69V 5' -GTTGGAGGAGTGGTGGTGACGGG- 3' OB^J#-^12) 
5 V70T 5' -GGAGGAGCAACAGTGACGGGTG-3' (@H^J»^13) 
V70P 5' -GGAGGAGCACCTGTGACGGGTG-3' (BB^J#-^14) 
V70F 5' -GGAGGAGCATTTGTGACGGGTG-3' (g3^J#^l 5) 
V70TA71T 

5' -CAAATGTTGGAGGAGCAACAACAACGGGTGTGACAGCAG-3' (gB^J#-^16) 
10 T72V 5' -GAGCAGTGGTGGTGGGTGTGACAG-3' (@B^J#-^17) 
V74T 5' -GGTGACGGGTACAACAGCAGTAG-3' (i3^J#-^18) 
V77T 5' -GTGTGACAGCAACCGCCCAGAAGAC-3' (S3^J#-^19) 
V82K 5' -CCCAGAAGACAAAAGAGGGAGCAGG-3' (|H^J#-^2 0) 
A69K / V70T / V7IK / T72E 
15 5' -GTGACAAATGTTGGAGGAAAAACAAAAGAAGGTGTGACAGCAGTAGCC-3' (SB^J#-%2 1) 

^ pKF19k/^Sasyn y°^7.^ Ndel i^XZS Kpn\ \ZXmmmmnit\^> m 

^rKD^^a^y^^u-i >^mm^^^— i&L~f. piYBi/^^asyn iimm-t 

WiUy^y^n^m^^. 450inl O LB :^«fe(T>tf->U >*lig^ 100Mg/ml)-e 
25 37"^ —mMt.'^^mX^lt pTYBl/^Ma-syn &fcO±J[^|tER2566 *7t— P<> 
^'-'fCDLBmift(7U X-r y'— ;K?^?S^J) ImU ^-g-tf) fCffiUbfe. XTl^— > 
3> 7L/min -t?, 37'C-eJ^^&liMb. ODjoo^t 0. 5~0. 8 \zmVfz.Wi\^'VmW& 
0.3II1M tJ^cSi^fc: IPTG Sr^^iObT, O-T^-f >~^5^>i^^ Hp^-T >Sl!-&a 

30 rai$«*ffofe» J§ilbfcM#:Srjl.i>5i'llt(5000g, iV,. 10 ^ 
{C#e>nfcM#:S: 0. 85%NaCl mmv 2 |Hlife?tbfc. 
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MM> ^WVXn^ntzWi^^ 20mM Tris-HCI (pH8.0). ImM EDTA, 
SOmM NaCl IZMM'^. :71^>5^:/WX (110MPa)-ei![5¥'Litii>^|li(20,OOOXg, 
4*C, 30 ^)^fT'orco h^f^'C^ 20idM Tris-HCI ( pH8.0), ImM EDTA, 500mM 
5 NaCl T?¥®{t:bT*5Vifc^5^>*^A (volume: m 10ml) JC, jS'i>^#e)nfc_h 
fSSrMbfco ^O'^. 20mM Tris-HCI ( pH8.0), ImM EDTA, IM NaCl, 0. IX Tween 
'20 S:*^A© 10f&«^Vi, ^^mmBn^m^mi^Tco ^V^X 20mM Tris-HCI 
(pH 7.4)^ 30ml mi^-fy^h.CDmM&^TVf. 20mM Tris-HCI (pH 7.4),50inM DTT 
^ 30ml 4'CT(C 16 ^raiJfSUT-T >5=-r >0@B^^-KJS^$ 

10 -tirfco 2O111M Tris-HCI (pH 7. 4) 30ml ^b, #enfe+l->:/;i/^ 20mM 

Tris-HCI (pH 7. 4) C^bTHM^ff^frV^ :^^{^#^M7C SDS-PAGE {C=t OffiSS 

15 CD h;i/tCcJ:^ a iy% ^ u-i xDmmmtcpmm 

^i3-90'CX, <£t.iM/0^e.jlitC3'C. ISt:, 25^, 40t:, eCC. 90'CtCTX^^ 

Ti^^bfc. CD 7.^i^h;i//{)ie.> seg*«^^l?bTViS 

ig»?S(20mM Tris-HCI (pH 7.4), 50mM NaCl) fi^fE© CD h;i'*^b§l#. 

mtfu-^\z^^i^^^f!(^(r>mm 

30 *3frt'5a5>>?i7W>0flfji^fl-& 20mM :7^k*> T, SO^M 8-T— 

U/ -\-'yyifV>7.)\^iSr^>WLmS) ^ni^^:ty^\£>T (Om^itEx 440nm. 
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Em 450-550nm, ANS (Dm^^lt Ex SSOnm, Em 400-600nm -VOM^tT.^^ )l'm^\Z 

iom^bfeo M^^-fbtt 3-90'CT, ^sviia^^^e.jiiics'c, 1513, 25*0, .4ot:, 

BKf>mMl^X\f^^mmm(20m Iris-HCl (pH 7.4). SOmM NaCl) 
10 ^ST^tlT^ife. 

mm-^tirzm^mf3:^mz:^^mizxmmi^rz^maiyyi.>^\y^ *5ck^;^ 

15 MftA--^>V>Bc;!pfS#-ej,tti$ti;fc2@(D^SQ!->^^l/-r>, Ala30Pro 

Lx. mmmmiz^m^izm'^-r^myt'^m^:ty^}^> t (Tf t) ^mmm 

2 5 ;iMl?"^t^ 1 OmMT r i s -He 1 , pH7. 4 ©M«?S^?glc:Jn;^ 1 0 
20 0 u I tl^X. mt,izmyt^^i7 hJV^mmvrc (Ex 440nm, Em 450-550nm) » 

:&m\trs.u^ }^^ucibi:-r^mmnmmiz%^'zs<mmm^mm\z^^^x— 
mmzm\^^ ^nx\f^^:^mx$>^o 

J:^m$^^nrcmmazy^i7U^>X$,^ YillOThT, VanOPro :fei;rJt|lIi^lc: 

30 2mmizTs.ymm^i!)m^nrc w&mnT/v&nmr i-mmm^mijUimTi^ 

TVifc. •rUt>t>m2\Z^'rJ^o\Z. ValTOIhr, *3J:C;C ValTOPro igSa5^5?i7 
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S«Val70Thr T«^tt§{®*?J 5 0%. ValTOPro TJ*^2 0 

V74T, V77T. V82K. :f3:^X^iZ A69K / V70T / V71K / T72B ®4lgBf*« 
m^-^tlfc a i^yi i7 W >^^tS A69K / V70T / V71K / T72B / V82K O 5 ^Ffr 

5 amm-^nrcazy^^u-oit. v^mt) vai7iThr <Dmmm^mt!tmm&<D 

$e>{C|g<^^c:i:t 2®0f®^S*<J£$tlfe Val70ThrAal71Thr (OWmm^ 

uuthjEmm-^nm-^-otco i o onm^fk(Dmmm^w,t.m^m(D i o %ot 

i^*5 J;r>'#^^iSiJ5g5)-»*n) ^^^CD?il6^ 3 3 .0 mn CDffgLl:: J: D tfjaif^ d h 

rcmmaiy^^u^>-^$>^ vai70Pro :is^zfmm\z2mmz7 ^ /mmmt^ 

m-^ntc Val70Thr/Val71Thr UMMm.m^miJm&TV'Zl^^rco TiDtD%. 
20 Val70Pro ^Ma'>^i^lx'f >©^^%(Dg«fflf14M<Z)*«j8 0 %i^TTabofco 
$ e. tM< Z.i:i\Z-Wn<D^mfiM^tlk. Val70ThrAal71Thr ©^i^^CDa 

25 mmme 

^mazyy^^u-c >\z^^mimf3:^mzmmm/'^-^>v>&mmm'VM.m-^ 
nfcfg&g zyyi i>v-(y Aiassihr (mm^^ijxmtmmy^u 
nm-^tv^m'&Lm.ts.^xs\z-:^^mz-xmm\^f:L 2 M0f®^Mj&«ss$nfc 

Val70ThrAal71Thr v'^^^ W > 1 mg/m 1 <t. i^f^MabS Vifi^i^f* 

30 /^'-+>V>Bc?raa^Tmtii$nfc^^a v-^i^ K > AIa53Thr 1 mg/ml 
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jc^uT, mmm^\z!^mmzm^r^myt^m^:ty^\£> 7 (xfT) 

SMMT-g-tfl OmMTr i s-Hc 1, pH7. 4 ommmmmiZtaX 
1 0 0 M 1 tVX. lS.t>\Zlk^X^^ h)\^^mmvrc (Ex 440nm, Em 450- 

5 550nm) . i^mm^mm^/si i^zf iz^oMUT f TiDfk^nmomm^mmzmM 

Vfto 

nft^ma->^^U^> Ala53Thr ;&«-^*nTViS(Cfe3&i56>t>6*r, Tf T*it 

10 >i^rz.m'^\z\tm4 8mmmzm:kmmm^mizmmt^<D\zMvx. m^ma 

W >t Val70Thr/Val71Thr ^jg-^UfcKifsftCiSViTt*, ilPtFAT^S-p 
fc<^«iOTfig$tlTVi75:3&^ofeo 1 0 0Btr^(D<>^i^-i>3>^{C43ViT 

$ e»C^^ttA°-+>y >Ril^S#TBffi$n^^Ma v-^^ W > AlaSSIhr 

;o^'j^5g$n. iwic< 48 mmw:\zitm:kmmm^mizmm'r^\z%-^^:fy^-h^'r. 
mizxmmvrc-mm(D^m:^m-^nrz vai70Thr/vai7iThr t^m-^i^Tczumz 

20 ofeo 

C © J; 5 fc, tT^iSbfc^M a W-T a l^-T > 

iri^^»iim%oi^s mm^<i:zs^mmm»<om) ^mm<Dmm^ 3 30m 
25 ©tfcSLtCctDtfsa-r-sjitTffffiufc (®3) , ^<Dmms mm&m&^^i^^}^ 

bfcz:Mmo^M5{)^ig$tlfeVal70ThrAal71Thr tig-^Lfc^JtsfJl^JViTti, W 
^m^^-a Ala53Thr ©Vim.hig'&bfclStC^SViT. MmS&OJ^fig*«:^i|@{CM 
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mm.-^nrcm±m(Daiy^^U^ >2mgym l ommiZ. NH2-Val-Gly- 
10 Gly-Ala-Thr-Thr-Thr-Gly-Val-Thr-COOH Tfe-S 1 0 ^^■^^^^3:^'^^ a ^ 

bi^co -Mmm^tiz^ti^tii 0 ti i-r-Dtmvrco :i(Dmmi^f^m.nizMi^ 

X, ^i^^3tt#SS<]lcM-a-1-^m7fefe^^:tr7^H> T (TfT) S^i^^2 
5 /iMT^tri OmMT r i s -He 1 . pH7. 4©^»^^^Mf3jn^ 1 0 0 
15 fi 1 tUT. iS-fefC^^X^^^ hJV^mmLfc (Ex 440nm, Em 450-550nm) . M 

mmmmmtji^mz^omitT f T(Dmyt^mo)mm^mmizmmvrco 

20 



wo 2004/1 13S3S PCT/JP2004/009084 

14 

6 SftlO^J^U^^ ; 

6 9#SOT^n> ; 

7 o#s©nu> ; 

7 1#@©nU>; 
10 7 2#a<D M/:t— > ; 
7 4#@®/tU > ; 
7 7#g(D;tU> ; *3j;tJC 

15 fj:<ifel-:3S#Wr^. ^Mtha'>^^I/'f >: 

20 7 2#a©hl/:^n>^A'U>*fctti^;i/iS'5>m ; 
7 4#ao/\*U>^h^:fzi > ; 

7 7#B(DAU>^hW:tzi> ; 

8 2#BOA*U>SU>^>, 

4. Saa^J*-^ 1 {C|B«OT5 y^5!^J{3:feViT, Ala69Lys / ValTOThr / 
25 Val71Lys / Thr72Glu ® 4iffiBFfOT5 y^^S®g*!l*Wr§^St h a i7 

ix-r >. 

5. gBa^J## 1 {C|B«Oy 5 /miB^JlC^ViT, Ala69Lys / Yal70Thr / 
ValTlLys / Thr72Glu :feJ;CK VaI82Lys (7) 5|SfHlf®T5 /®!^»®@M**f -5 

30 6 . matm i ~ 5 ovi-rn;*^ tgHifcoiesfc h a w >srzi- H-rsjte 
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(a) m^m6\zmm(Dm.^'f^:f^xs. }^\zmxhxu^m^'f^7.s. \i^mm 

5 

(c) (b) (Dmm^mi^^mmi^x^^m}:: hai^p^i^ >^m^^^^, 

10 10. I^^Mt ha>^5?;^l/-r>. Ala53Thr ^St ha->^i^l/-r>*fef* 
AlaSOPro ^m^h azy^^ U-^ XDMM'SiWm-r^rc.ibcDm.^^'V^^'DXs W 

1 1. mi^*fc«^#Jt*5ViT. »^Mt hav-^^^^l/O. Ala53Thr 

1 2. mTc^TSyi^SB^J : 

G 1 n-Va 1 -Thr-Asn-Va 1 -G I y-G 1 y-A 1 a-Thr-Thr-Th r-G 1 y-Va 1 -Th r-Al a-Va 1 -Al a-Gl n 

1 3. &.T(D7^jmm^\ : 
Val-Gly-Gly-Ala-Thr-Thr-Thr-Gly-Val-Thr 

14. m^m\ihai^y^^U^>. AlaSSIhr mmiih azy^^ U-O^Tci:^ 

25 Aiasopro ^st h azy^^ >omM^nmT^r:Lib<Dummx$>-DT. m 

15. mim*fc«^«fet:feViT. Sf^Sibha->^i> W>, Ala53Thr 
|gSt hav'^i^ W>*yS:« AlaSOPro ^Sh h a v'^Ji^ l^-f >®?||^<&«I$[| 
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SEQUENCE LISTING 

<110> Sode, Koji 

<120> Synucleln Mutants with Aggregation-Suppressing Activity 
<130> PSD-9013WO 
<150> JP 2003-202699 
<151> 2003-06-22 
<160> 23 

<170> Patent In version 3.1 

<210> 1 

<211> 140 

<212> PRT 

<213> homo sapiens 

<400> 1 

Mfet Asp Val Phe Met Lys Gly Leu Ser Lys Ala Lys Glu Gly VeO. Val 

15 10 15 

Ala Ala Ala Glu Lys Thr Lys Gin Gly Val Ala Glu Ala Ala Gly Lys 

20 25 30 

Thr Lys Glu Gly Val Leu Tyr VeLL Gly Ser Lys Thr Lys Glu Gly Val 

35 40 45 

Val His Gly Val Ala Thr Val Ala Glu Lys Thr Lys Glu Gin Val Thr 

50 55 60 

Asn Val Gly Gly Ala Val Val Thr Gly Val Thr Ala Val Ala Gin Lys 
65 70 75 80 

Thr Val Glu Gly Ala Gly Ser lie Ala Ala Ala Thr Gly Phe Val Lys 

85 90 95 

Lys Asp Gin Leu Gly Lys Asn Glu Glu Gly Ala Pro Gin Glu Gly lie 

100 105 110 

Leu Glu Asp Met Pro Val Asp Pro Asp Asn Glu Ala Tyr Glu Met Pro 

115 120 125 

Ser Glu Glu Gly Tyr Gin Asp Tyr Glu Pro Glu Ala 
130 135 140 
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217 

<210> 2 

<211> 423 

<212> DNA 

<213> h<xno sapiens 

<400> 2 

atggatgtat tcatgaaagg actttcaaag gccaaggagg gagttgtggc tgctgctgag 60 
aaaaccaaac agggtgtggc agaagcagca ggaaagacaa aagagggtgt tctctatgta 120 
ggctccaaaa ccaaggaggg agtggtgcat ggtgtggcaa cagtggctga gaagaccaaa 180 
gagcaagtga caaatgttgg aggagcagtg gtgacgggtg tgacagcagt agcccagaag 240 
acagtggagg gagcagggag cattgcagca gccactggct ttgtcaaaaa ggaccagttg 300 
ggcaagaatg aag€iaggagc cccacaggaa ggeiattctgg aagatatgcc -tgtggatcct 360 
gacaatgagg cttatgaaat gocttctgag gaagggtatc eiagactacga acctgaagcc 420 
taa 423 
<210> 3 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR px-lmer 
<400> 3 

cgccatatgg atgtattcat gaaaggactt tcaaagg 37 
<210> 4 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 4 

ggtacccttg gcaaagcagg cttcaggttc gtagtcttga ta 42 
<210> 5 
<211> 36 
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<212> DMA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 5 

ccatggatgt attcatgaaa ggactttcaa aggcca 36 
<210> 6 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 6 

cctgcagtat ttcttaggct tcaggttcgt agtcttg 37 
<210> 7 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 7 

ccaagcttca tatggatgta ttcatgaaag gacttt 36 
<210> 8 
<211> 42 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 8 

ggtacccttg gcaaagcagg cttcaggttc gtagtcttga ta 42 
<210> 9 



wo 2004/113535 

<211> 25 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 9 

caaatgttgg aacagcagtg gtgac 

<210> 10 

<211> 25 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 10 

csuiatgttgg agtggcagtg gtgac 

<210> 11 

<211> 23 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 11 

gttggaggaa cagtggtgac ggg 

<210> 12 

<211> 23 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 12 

gttggaggag tggtggtgac ggg 
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<210> 13 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 13 

ggaggagcaa cagtgacggg tg 22 

<210> 14 

<211> 22 

<212> DNA 

<2I3> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 14 

ggaggagcac ctgtgacggg tg 22 

<210> 15 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 15 

ggaggagcat ttgtgacggg tg 22 

<210> 16 

<211> 39 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 

<400> 16 
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caaatgttgg aggagcaaca acaacgggtg tgacagcag 39 
<210> 17 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 17 

gagcagtggt ggtgggtgtg acag 24 
<210> 18 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCaa primer 
<400> 18 

ggtgacgggt acaacagcag tag 23 
<210> 19 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 19 

gtgtgacagc aaccgcccag aagac 25 
<210> 20 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
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<400> 20 

cccagaagac aaaagaggga gcagg 25 
<210> 21 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 21 

gtgacaaatg ttggaggaaa aacasiaagaa ggtgtgacag cagtagcc 
<210> 22 
<211> 18 
<212> PRT 

<213> Artificieil Sequence 
<220> 

<223> Synthetic peptide 
<400> 22 

Gin Val Thr Asn Val Gly Gly Ala Thr Thr Thr Gly Val Thr Ala Val 
15 10 15 

Ala Gin 

<210> 23 
<211> 10 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
<400> 23 

Val Gly Gly Ala Thr Thr Thr Gly Val The 
15 10 



S^tUEi## PCT/JP2004/'00 9084 



Int. Cr C12N15/12. C07K14/47. C07K7/06. C12P21/02. C12N1/15, C12N1/19. C12N1/21. Ciai5/10 



m^irnotcfk^Hmm mn^m^m (i pen ~ 

Int. cr C12NI5/12, C07KI4/47. C07K7/06. C12P21/02, C12N1/15, C12N1/19, <:12N1/21. C12N5/10 



CA(STN). MIDLINE (STN). BlOSISiSW. WPIDS(STN), JSTPUUS^r^j^OOIS) 
SwissProt/PIR/Genbank/ElffiL/DlffiJ/GeneSeq 













A 


VOLLES MJ. et al. , Vesicle penoeabilization by protofibrillar 


1-15 




alpha-synuclein is sensitive to Parkinson' s disease-linked 






mutations and occurs by a pore-like mechanism. , 






Biochemistry, 2002. Vol. 41, No. 14, p. 4595-4602 




A 


WO 01/60794 A2 (The Regents of the University or California) 


1-15 




2001. 08. 23 






& US 2004/128706 Al 





-t<i5S:iti:<D, ^m^(^t-ox^mx»>i>m-^-^ic 

J: o -C iii^tt /4S V ^ t % X. 5 1, (O 

r&j 1^— /-s^^ h^r ? y — srfilt 



2 6. 0 7. 2 0 04 


m^m^n^(DW^B 10 8 2004 


0*B#IT/f (I SA/J P) 
100-8915 


SK*-?* 03-3581-1101 


4B 


3 0 3 7 


S4S 3 4 4 8 



tiSPCT/I SA/2 1 0 (|K2-i—:^) (2004^1.^) 



BEST AVAILABLE 



